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Nuclear factor of κ-light polypeptide gene enhancer in B cells inhibitor α (NFKBIA),  which is a 
tumor suppressor gene,  was found to be silenced in lung adenocarcinomas.  We examined NFKBIA 
expression,  mutations in the EGFR and K-ras genes,  and EML4-ALK fusion in 101 resected lung 
adenocarcinoma samples from never-smokers.  NFKBIA expression was evaluated using immunohis-
tochemistry.  NFKBIA expression was negative in 16 of the 101 samples (15.8ｵ).  EGFR and K-ras 
mutations and EML4-ALK fusion were detected in 61 (60.5ｵ),  1 (1.0ｵ),  and 2 (2.0ｵ) of the 101 sam-
ples,  respectively,  in a completely mutually exclusive manner.  Negative NFKBIA expression was 
observed signiﬁcantly more frequently among the tumors with none of the three genetic alterations 
compared to those with such alterations (p＝0.009).  In addition,  negative NFKBIA expression was 
signiﬁcantly more frequent among the EGFR-wild type samples compared to the EGFR-mutant sam-
ples (p＝0.013).  In conclusion,  NFKBIA expression was silenced in adenocarcinomas without EGFR/
K-ras mutations or EML4-ALK fusion,  suggesting that the silencing of NFKBIA may play an impor-
tant role in the carcinogenesis of adenocarcinomas independent of EGFR/K-ras mutations or EML4-
ALK fusion.
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ung cancer is a leading cause of cancer-related 
deaths worldwide [1].  Although tobacco smok-
ing is an important risk factor for lung cancer,  never-
smokers can also develop lung cancer.  Actually,  lung 
cancer among never-smokers is the seventh most com-
mon cause of cancer-related deaths [2].  Various 
molecular alterations in lung cancer have been 
reported [3],  and recent studies have focused inten-
sively on driver alterations,  such as K-ras and epider-
mal growth factor receptor (EGFR) mutations and EML4-
ALK fusion.  The latter 2 alterations are known to be 
frequent among lung adenocarcinomas arising in never-
smokers.  In addition,  the presence and success of 
eﬀective molecular targeting drugs for patients with 
these alterations make the identiﬁcation of causative 
alterations important and useful.
　 Considerable evidence shows that nuclear factor of 
kappa light chain gene enhancer in B cells (NF-κB) is 
constitutively activated in a variety of solid tumors,  
including prostate,  breast,  cervical,  pancreatic,  and 
lung cancers [4].  NF-κB is a transcription factor 
activated by the EGFR pathway and is repressed by 
NF-κB inhibitor α (NFKBIA).  It is encoded by 
NFKBIA located at 14q13 [5].  Hence,  NFKBIA is 
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considered a tumor suppressor gene.  NFKBIA is 
reportedly deleted in glioblastomas.  The deletion of 
NFKBIA and the ampliﬁcation of EGFR show a pattern 
of mutual exclusivity [6].
　 In the present study,  we determined the expression 
status of NFKBIA using immunohistochemistry (IHC) 
staining,  and we examined the incidence of EGFR and 
K-ras mutations and EML4-ALK fusion to investigate 
the inter-relationship among these genetic alterations 
and clinical factors in never-smokers with lung adeno-
carcinoma.
Materials and Methods
　 Patients. We obtained 101 lung adenocarci-
noma samples from never-smokers who underwent 
surgical resections at our hospital between September 
2004 and June 2008.  Never-smokers were deﬁned as 
patients who had smoked ＜100 cigarettes in their 
lifetime.  Smoking history was obtained by a direct 
interview.  The patient characteristics are summa-
rized in Table 1.  The institutional review board 
approved this study,  and informed consent was 
obtained from all the patients.
　 NFKBIA Immunohistochemistry. For the 
IHC,  4-µm sections were cut from paraﬃn-embedded 
tissue specimens and placed on MAS-GP type A 
coated glass slides (Matsunami Glass,  Osaka,  Japan).  
The slides were then deparaﬃnized in xylene and 
rehydrated in a graded series of ethanol (100ｵ,  
100ｵ,  90ｵ,  70ｵ,  and 50ｵ).  After the antigens 
were revealed with 10mM sodium citrate (pH6.0),  the 
slides were incubated in 3ｵ H2O2 for 10min to block 
endogenous peroxidase.  To inhibit nonspeciﬁc binding,  
the samples were incubated in diluted normal horse 
serum for 30min.  After blocking,  the slides were 
incubated with NFKBIA antibody (Abcam,  Cambridge,  
UK; diluted 1 : 50 in PBS) at 4℃ overnight.  The 
slides were washed in PBS for 5min and incubated in 
secondary antibody (ImmPRESS Anti-Rabbit Ig per-
oxidase Polymer Detection Kit; Vector Laboratories,  
Peterborough,  UK) for 30min at room temperature.  
The slides were stained with 3, 3ʼ-diaminobenzidine 
(DAB Substrate Kit,  Vector Laboratories) and were 
counterstained with Mayerʼs hematoxylin [7,  8].
　 Two investigators (MF and KI) who were unaware 
of the clinical data independently evaluated the marker 
staining under a light microscope at ×400 magniﬁca-
tion.  We deﬁned positive NFKBIA protein expression 
as ｧ10ｵ of the tumor cells exhibiting cytoplasmic or 
membranous staining according to our previous IHC 
study regarding EGFR protein [9] (Fig.  1).
　 DNA and RNA extractions. Genomic DNA 
was obtained from primary tumors using standard 
phenol-chloroform (1 : 1) extraction,  followed by etha-
nol precipitation,  or by using the DNeasy Tissue Kit 
(Qiagen,  Valencia,  CA,  USA).  Total RNA was 
extracted from the primary tumors using the RNeasy 
mini Kit (Qiagen) according to the manufacturerʼs 
protocol.  Oligo(dT)-primed cDNA was synthesized 
using the High Capacity cDNA Reverse Transcription 
Kit (Applied Biosystems,  Foster City,  CA,  USA) 
with DNase treatment.
　 Detection of EGFR and K-ras mutations and 
EML4-ALK fusion events. The EGFR muta-
tional status was determined using a mutant non-
enriched PCR assay,  as reported [10].  Brieﬂy,  the 
common deletions of exon 19 were distinguished from 
the wild type based on PCR product length polymor-
phisms using 12ｵ polyacrylamide gel electrophoresis 
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Table 1　 Patient characteristics
Variables No. of patients (%) (n＝101)
Age
Mean (range)  67.0 (39-89)
＜67 years  49 (48.5)
ｧ67 years  52 (51.5)
Sex
Male  16 (15.8)
Female  85 (84.2)
Pathological stage





Positive  85 (84.2)
Negative  16 (15.8)
EGFR mutation
Mutant  61 (60.4)






Negative  99 (98.0)
IHC,  immunohistochemistry; WT,  wild type.
(PAGE) via ethidium bromide staining.  For the exon 
21 L858R mutation,  Sau96I digestion,  which speciﬁ-
cally digests the mutant type,  was performed prior to 
12ｵ PAGE.  The K-ras mutations in codons 12 and 
13 were examined using PCR-based direct sequencing 
on an ABI PRISM 3130xl Genetic Analyzer (Applied 
Biosystems),  as reported [11-13].  Screening for 
EML4-ALK fusion was performed using ALK IHC and 
was conﬁrmed using a reverse transcriptional (RT)-
PCR assay.
　 ALK Immunohistochemistry. Unstained 
paraﬃn-embedded sections were depleted of paraﬃn 
with xylene,  rehydrated with a graded series of etha-
nol solutions,  and then subjected to heat-induced 
antigen retrieval with Target Retrieval Solution 
(pH9.0) (Dako,  Glostrup,  Denmark) before IHC 
staining with a mouse monoclonal antibody to ALK 
(ALK1,  1 : 25 dilution; Dako).  Immune complexes 
were detected using a DAB system (Dako) with minor 
modiﬁcations.
　 RT-PCR. The primers that we used to identify 
the EML4-ALK fusion transcript were chosen to 
enable the detection of all possible in-frame fusions of 
EML4 to exon 20 of ALK in which the kinase domain 
of ALK would be preserved.  The forward primers 
used were EML4 72F (5ʼ-GTCAGCTCTTGAGTCA 
CGAGTT-3ʼ) and Fusion-RT-S (5ʼ-GTGCAGTGTTT 
AGCATTCTTGGGG-3ʼ),  and the reverse primer was 
ALK 3078RR (5ʼ-ATCCAGTTCGTCCTGTTCAGA 
GC-3ʼ) [14].  PCR was performed for EML4-ALK 
under the following conditions: 94℃ for 10min,  fol-
lowed by 35 cycles of denaturation at 94℃ for 1min,  
annealing at 64℃ for 1min,  and polymerization at 
72℃ for 1min,  with a ﬁnal extension step at 72℃ 
for 7min.  RT-PCR for GAPDH expression was per-
formed under the same conditions in each tumor sam-
ple as an internal control.
　 Statistical analysis. Diﬀerences between the 
2 groups were assessed using the χ2 test or Fisherʼs 
exact test,  as appropriate.  All of the data were ana-
lyzed using JMP,  version 9.0.0 (SAS Institute Inc.,  
Cary,  NC,  USA).  For each analysis,  probability 
values of less than 0.05 were considered signiﬁcant.
Results
　 NFKBIA expression. NFKBIA expression 
was silenced in 16 (15.8ｵ) of the 101 patients.  
Examples of the IHC staining patterns are illustrated 
in Fig.  1.  The relationships between clinical factors 
and the NFKBIA expression status are detailed in 
Table 2.  No signiﬁcant associations were observed 
between the NFKBIA expression status and any of the 
clinical factors that were examined.
　 EGFR and K-ras mutations and EML4-ALK 
fusion. EGFR mutations were detected in 61 
(60.4ｵ) of the 101 patients; 29 patients had an exon 
19 deletion,  and 32 had an exon 21 mutation (L858R).  
By contrast,  K-ras mutation and EML4-ALK fusion 
were observed in 1 (1ｵ) and 2 (2ｵ) of the 101 
patients,  respectively.  The relationships between the 
clinical factors that were examined and the EGFR and 
K-ras mutation and EML4-ALK fusion statuses are 
shown in Table 2.  The incidences of EGFR mutations 
according to age or gender were not signiﬁcantly dif-
ferent.
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Fig. 1　 Representative results of NFKBIA IHC and expression levels.  A,  Positive staining for NFKBIA; B,  Negative staining for 
NFKBIA.
　 Inter-relationships among the molecular 
alterations. Negative NFKBIA expression was 
found to be signiﬁcantly more frequent among the 
EGFR wild-type patients compared to the EGFR 
mutant patients (p＝0.013),  whereas no correlation 
was observed between the NFKBIA expression level 
and the K-ras mutation or EML4-ALK fusion status 
(Table 3).  Negative NFKBIA expression appeared 
signiﬁcantly more frequently in the tumors without any 
of these three genetic alterations compared to those 
with a genetic alteration (p＝0.009).
Discussion
　 In this study,  NFKBIA expression was repressed 
in some subsets of the lung adenocarcinomas.  
NFKBIA can be inactivated through several mecha-
nisms.  Although the deletion of NFKBIA has been 
identiﬁed,  14q13―which is the locus of NFKBIA―
is not frequently deleted in non-small cell lung cancer 
(NSCLC) [15].  In cancer epigenetics,  aberrant CpG 
methylation in the promoter region is a key mechanism 
for gene inactivation,  resulting in tumorigenesis in 
human malignancies including lung cancer [16,  17].  
Thus,  we analyzed the methylation of NFKBIA using 
lung cancer cell lines in which NFKBIA expression 
was repressed.  However,  we did not detect methyla-
tion in the cell lines that were tested (data not shown).
　 Although a mutation of NFKBIA has been reported 
[18],  such mutations are rare.  Epidermal growth 
factor (EGF) induces NFKBIA degradation by phos-
phorylation at tyrosine 42,  resulting in the activation 
of NF-κB.  Interestingly,  the HCC827 and H3255 cell 
lines,  which have EGFR mutations causing the consti-
tutive activation of the EGFR pathway,  exhibit the 
EGF-independent activation of NF-κB [19].
　 Our ﬁndings indicate that the NFKBIA silencing 
tended to occur more frequently in EGFR wild-type 
adenocarcinomas,  which is similar to the results regard-
ing glioblastoma reported by Bredel et al. [6].  
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　＜67 years (n＝49) 40 /  9 0.7 27 / 22 0.4 1 / 48 0.5 2 / 47 0.2
　ｧ67 years (n＝52) 45 /  7 34 / 18 0 / 52 0 / 52
Sex
　Male (n＝16) 12 /  4 0.5 11 /  5 0.6 0 / 16 1.0 0 / 16 1.0
　Female (n＝85) 73 / 12 50 / 35 1 / 84 2 / 83
Pathological stage
　I (n＝87) 71 / 16 0.2 51 / 36 0.5 1 / 86 1.0 2 / 85 1.0
　II-IV (n＝14) 14 /  0 10 /  4 0 / 14 0 / 14










NFKBIA ＋ 56 / 29 0.013 1 / 84 1 2 / 83 1
－ 5 / 11 0 / 16 0 / 16
EGFR ＋ 56 /  5 0.013 0 / 61 0.4 0 / 61 1
－ 29 / 11 1 / 39 2 / 38
K-ras ＋ 1 /  0 1 0 /  1 0.4 0 /  1 1
－ 84 / 16 61 / 39 2 / 98
EML4 -ALK
＋ 2 /  0 1 0 /  2 0.15 0 /  2 1
－ 83 / 16 61 / 38 1 / 98
Negative NFKBIA expression occurred signiﬁcantly more frequently in tumors without any of the 3 genetic alterations than in those with an 
alteration (p＝0.009).  In addition,  negative NFKBIA expression was observed signiﬁcantly more frequently among EGFR wild-type patients 
than among EGFR mutant patients (p＝0.013).
Moreover,  negative NFKBIA expression was signiﬁ-
cantly more frequent in the tumors without EGFR,  
K-ras or EML4-ALK genetic alterations than in those 
with such a genetic alteration.  These ﬁndings indicate 
that the silencing of NFKBIA may play a pivotal role 
in the lung adenocarcinomas of never-smokers without 
EGFR,  K-ras,  or EML4-ALK genetic alterations.
　 Both chemotherapeutics and radiation induce NF-
κB activation in cancer cells,  contributing to the 
development of resistance to these therapies [20].  
Considering the above-mentioned knowledge and our 
present ﬁndings,  targeting the NF-κB pathway―
including NFKBIA―is a potential therapeutic option 
for the treatment of NSCLC patients,  especially for 
those without EGFR,  K-ras,  or EML4-ALK altera-
tions.
　 Although we observed negative NFKBIA expres-
sion more frequently in the EGFR wild-type adenocar-
cinomas,  we also detected negative NFKBIA expres-
sion in ﬁve EGFR-mutant cases.  Bivona et al. reported 
that NF-κB activation through the downregulation of 
NFKBIA confers EGFR- tyrosine kinase inhibitor 
(TKI) resistance in EGFR-mutant lung cancers with 
EGFR-TKI treatment [21].  Regarding the above-
mentioned ﬁve cases,  no data of EGFR-TKI sensitiv-
ity were available because no recurrence has been 
observed after the patientsʼ surgery.  We sometimes 
encounter patients who are resistant to EGFR-TKI 
although they have TKI-sensitive EGFR mutations 
without T790M mutation,  MET ampliﬁcation or other 
known resistance-related alterations.  In such cases,  it 
may be preferable to examine the alteration of 
NFKBIA.
　 A limitation of this study is that the evaluation of 
NFKBIA expression was done only by IHC.  We may 
have to conﬁrm the expression status of NFKBIA by 
other methods such as western blotting,  although 
there is a technical diﬃculty because of the contami-
nation of normal cells in clinical tumor samples.  In 
addition,  we did not perform an in vitro assay to exam-
ine the functional importance of NFKBIA loss in 
EGFR wild-type lung cancer.  Further investigation is 
needed to clarify the impact of silenced NFKBIA 
expression in lung cancer.
　 In conclusion,  our ﬁndings suggest that the loss of 
NFKBIA expression is a frequent event in lung adeno-
carcinomas of never-smokers and may mediate an 
important non-tobacco carcinogenic pathway,  particu-
larly in lung adenocarcinomas with wild-type EGFR.
Acknowledgments.　We thank Fumiko Isobe (Dept.  of General 
Thoracic,  Breast,  and Endocrinological Surgery,  Okayama University 
Graduate School of Medicine,  Dentistry and Pharmaceutical Sciences) for 
the preparation of the pathological materials,  and the Central Research 
Laboratory (Okayama University Medical School) for providing technical 
support for the IHC staining.
References
 1. Siegel R,  Naishadham D and Jemal A: Cancer statistics,  2012.  
CA Cancer J Clin (2012) 62: 10-29.
 2. Sun S,  Schiller JH and Gazdar AF: Lung cancer in never smokers-
-a diﬀerent disease.  Nat Rev Cancer (2007) 7: 778-790.
 3. Toyooka S,  Mitsudomi T,  Soh J,  Aokage K,  Yamane M,  Oto T,  
Kiura K and Miyoshi S: Molecular oncology of lung cancer.  Gen 
Thorac Cardiovasc Surg (2011) 59: 527-537.
 4. Karin M and Greten FR: NF-kappaB: linking inﬂammation and 
immunity to cancer development and progression.  Nat Rev 
Immunol (2005) 5: 749-759.
 5. Kim LH,  Shin HD,  Park BL,  Jung JH,  Kim JY,  Kim YJ and Lee 
HS: Identiﬁcation of variants in NFKBIA and association analysis 
with hepatocellular carcinoma risk among chronic HBV patients.  
Hum Mutat (2003) 21: 652-653.
 6. Bredel M,  Scholtens DM,  Yadav AK,  Alvarez AA,  Renfrow JJ,  
Chandler JP,  Yu IL,  Carro MS,  Dai F,  Tagge MJ,  Ferrarese R,  
Bredel C,  Phillips HS,  Lukac PJ,  Robe PA,  Weyerbrock A,  Vogel 
H,  Dubner S,  Mobley B,  He X,  Scheck AC,  Sikic BI,  Aldape KD,  
Chakravarti A and Harsh GR4th: NFKBIA deletion in glioblasto-
mas.  N Engl J Med (2011) 364: 627-637.
 7. King AE,  Collins F,  Klonisch T,  Sallenave JM,  Critchley HO and 
Saunders PT: An additive interaction between the NFkappaB and 
estrogen receptor signalling pathways in human endometrial epi-
thelial cells.  Hum Reprod (2010) 25: 510-518.
 8. Jin X,  Wang Z,  Qiu L,  Zhang D,  Guo Z,  Gao Z,  Deng C,  Wang F,  
Wang S and Guo C: Potential biomarkers involving IKK/RelA sig-
nal in early stage non-small cell lung cancer.  Cancer Sci (2008) 
99: 582-589.
 9. Hosokawa S,  Toyooka S,  Fujiwara Y,  Tokumo M,  Soh J,  
Takigawa N,  Hotta K,  Yoshino T,  Date H,  Tanimoto M and Kiura 
K: Comprehensive analysis of EGFR signaling pathways in Japanese 
patients with non-small cell lung cancer.  Lung Cancer (2009) 66:  
107-113.
10. Asano H,  Toyooka S,  Tokumo M,  Ichimura K,  Aoe K,  Ito S,  
Tsukuda K,  Ouchida M,  Aoe M,  Katayama H,  Hiraki A,  Sugi K,  
Kiura K,  Date H and Shimizu N: Detection of EGFR gene muta-
tion in lung cancer by mutant-enriched polymerase chain reaction 
assay.  Clin Cancer Res (2006) 12: 43-48.
11. Toyooka S,  Tsukuda K,  Ouchida M,  Tanino M,  Inaki Y,  
Kobayashi K,  Yano M,  Soh J,  Kobatake T,  Shimizu N and 
Shimizu K: Detection of codon 61 point mutations of the K-ras 
gene in lung and colorectal cancers by enriched PCR.  Oncol Rep 
(2003) 10: 1455-1459.
12. Tokumo M,  Toyooka S,  Kiura K,  Shigematsu H,  Tomii K,  Aoe M,  
Ichimura K,  Tsuda T,  Yano M,  Tsukuda K,  Tabata M,  Ueoka H,  
Tanimoto M,  Date H,  Gazdar AF and Shimizu N: The relationship 
between epidermal growth factor receptor mutations and clinico-
pathologic features in non-small cell lung cancers.  Clin Cancer 
Res (2005) 11: 1167-1173.
23Silenced NFKBIA Expression in Lung AdenocarcinomaFebruary 2013
13. Toyooka S,  Matsuo K,  Shigematsu H,  Kosaka T,  Tokumo M,  
Yatabe Y,  Ichihara S,  Inukai M,  Suehisa H,  Soh J,  Kiura K,  
Fong KM,  Lee H,  Wistuba,  II,  Gazdar AF,  Mitsudomi T and Date 
H: The impact of sex and smoking status on the mutational spec-
trum of epidermal growth factor receptor gene in non small cell 
lung cancer.  Clin Cancer Res (2007) 13: 5763-5768.
14. Takeuchi K,  Choi YL,  Soda M,  Inamura K,  Togashi Y,  Hatano S,  
Enomoto M,  Takada S,  Yamashita Y,  Satoh Y,  Okumura S,  
Nakagawa K,  Ishikawa Y and Mano H: Multiplex reverse tran-
scription-PCR screening for EML4-ALK fusion transcripts.  Clin 
Cancer Res (2008) 14: 6618-6624.
15. Garnis C,  Lockwood WW,  Vucic E,  Ge Y,  Girard L,  Minna JD,  
Gazdar AF,  Lam S,  MacAulay C and Lam WL: High resolution 
analysis of non-small cell lung cancer cell lines by whole genome 
tiling path array CGH.  Int J Cancer (2006) 118: 1556-1564.
16. Baylin SB,  Hoppener JW,  de Bustros A,  Steenbergh PH,  Lips CJ 
and Nelkin BD: DNA methylation patterns of the calcitonin gene 
in human lung cancers and lymphomas.  Cancer Res (1986) 46:  
2917-2922.
17. Toyooka S,  Toyooka KO,  Maruyama R,  Virmani AK,  Girard L,  
Miyajima K,  Harada K,  Ariyoshi Y,  Takahashi T,  Sugio K,  
Brambilla E,  Gilcrease M,  Minna JD and Gazdar AF: DNA methy-
lation proﬁles of lung tumors.  Mol Cancer Ther (2001) 1: 61-67.
18. Lee W,  Jiang Z,  Liu J,  Haverty PM,  Guan Y,  Stinson J,  Yue P,  
Zhang Y,  Pant KP,  Bhatt D,  Ha C,  Johnson S,  Kennemer MI,  
Mohan S,  Nazarenko I,  Watanabe C,  Sparks AB,  Shames DS,  
Gentleman R,  de Sauvage FJ,  Stern H,  Pandita A,  Ballinger DG,  
Drmanac R,  Modrusan Z,  Seshagiri S and Zhang Z: The mutation 
spectrum revealed by paired genome sequences from a lung can-
cer patient.  Nature (2010) 465: 473-477.
19. Sethi G,  Ahn KS,  Chaturvedi MM and Aggarwal BB: Epidermal 
growth factor (EGF) activates nuclear factor-kappaB through 
IkappaBalpha kinase-independent but EGF receptor-kinase depen-
dent tyrosine 42 phosphorylation of IkappaBalpha.  Oncogene (2007) 
26: 7324-7332.
20. Chen W,  Li Z,  Bai L and Lin Y: NF-kappaB in lung cancer,  a car-
cinogenesis mediator and a prevention and therapy target.  Front 
Biosci (2011) 16: 1172-1185.
21. Bivona TG,  Hieronymus H,  Parker J,  Chang K,  Taron M,  Rosell R,  
Moonsamy P,  Dahlman K,  Miller VA,  Costa C,  Hannon G and 
Sawyers CL: FAS and NF-kappaB signalling modulate depen-
dence of lung cancers on mutant EGFR.  Nature (2011) 471: 523-
526.
24 Acta Med.  Okayama　Vol.  67,  No.  1Furukawa et al.
